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INGREDIENT 

(57)Abstract: 

PROBLEM TO BE SOLVED: To provide a dendritic cell capable of inducing immunotolerance, 
and to provide a cell preparation by using the same. 

SOLUTION: This dendritic cell is obtained by subjecting a precursor cell of the dendritic cell to 
differentiation induction in the presence of soluble or solidified fibronectin and a differentation- 
inducing agent to prepare the dendritic cell on which manifestation of a sub-stimulant molecule, 
such as MHC(major histocompatibility complex) class-II and CD(cluster of differentiation) 80 
molecule, is decreased. The cell preparation contains the dendritic cell as the principal 
ingredient. The preparation induces refractoriness of immunocyte, such as T-lymphocyte, so 
that the preparation can be used for treating allergic diseases in a state of immunological 
exaltation. 
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(57) [£»] 

«fls ^ 7 -f ^ d * * ^ > t Mtmrnm tfflssTTM 

RagU MHC ^^XIK CD80#^<7)BJ$lJ»$HF-CO58gi 



( 2 ) 

1 

TT^fc«i»«*SftTfP«Snfc. MHO- * 5 XI I. CD 
40. CD80. CD86#?<D**>e>iI«nSi!>&< £t> ll© 

[W#>H3] ft-fcfHMN&LT. »i7^P7 7- 10 
> J nD--f!iaH^(GM-CSF). -f >^-D-f + >-4(IL- 
4) ©ija^-g-fr-B:, &5W3GM-CSF. IL-4. «J»«5EH^ 

iCBttOWttlBUfc. 

CD <^-fft#> CfBifccDftfttifflSS, 

•c#te»w**r*i:&*iMk&"r*» MHC^^XIL C 20 

D40, CD80, CD86#^<D4>^S^fcftl3'>&< <h 1 « 

i?3D--$iJ^H^(GM-CSF), -f — D-r^>-4(IL- 
4) CDffl^tj-a-, &-5W2GM-CSF, IL-4, Jtt»it?EB^ 
(TNF-o) rom*--&t)-B-**ffl^e.nSfS^5~6©U 30 

tit, t Y&*<r>y y^^u^v^y-zm^^miiiJk 
5-7 ©ir^n*>KBa«©«fttifflja©«i6SE. 

[«9I©#*HfcK9n 40 
[0 0 0 1] 

^ etc, *mw\tzn£><Dmmmzm?z>. *$e 

CO 0 0 2] 

6ft£©$HaE«JI|ittll. SfcteifttX^S >3iJ. #X?n 50 



#M2 002-65253 
2 

-f nan. xt-d-t HfflfeifwaT'u^-ai^ttftffija 
ffltf.z<m&^mftm&mtc o . %)mtfmz>£.-z\zmmtf 

[0 0 0 3] SEMfelH fittWaSU'JV^fct*© 
-T»Jte#£J6©BS£fcM&«!t!l**fc ITW H t 

imU® \z mm is t n -a c: <t a**n e nx ^ -5 . 
[0004] -77 , «ift©wsito*&, aeft«Esss©« 

C) ^7XII^>/t^»-^CD40. CD80. CM6Uii(DWlffl 

Jt^KfcoTViSdidtffi'ft^nT^S (MacDonald el 
al.(1999) J. Immunology 163:5599, Oki el al. (199 

7) Brit. J. Dermatol. 136:838), 
[0 0 0 5] SSMSIf 7 l/K-o?&«Sl:(i 

[0006] M*ftfit«awau&T**»tt«iiitett, ft 

^7XII^>/^^K*fcttCD40, CD80. CD86&i:GDgiJ 

J^©i®SOKJfo£ffi]fMT&fc&<Dnegative feedback^ 
[0 0 0 7] ±HB©£*fc*fUTtt, CO^ArXAS 

[0 0 0 8] lEM^Tl/W-CitCMLT 

isX¥fmf&ts.#L&wmz£z>Mftmv>mm* 
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[0 0 0 9] 

[0 0 10] 10 
^ ^Xll^ >/1i7S^fc«CD40, CD80^> 

0(lL-10)^f£14Mf^5>D,^, «W*fflJIS<Z5MHC^5XI 

^WBItgtt*^l^$nTV^-5(Steinbrink et al . (1997) 
J. Immunology 159:4772. Diemonti et al. (2000) J.I 
mmunology 164:4443) „ 20 

[ooii] W)mmmus<))/x~(Dffl9ixte, ±» 

■fc)\sK7}V=r\z h'-^ECDI (l-ethyl-3 (3-dimethyl-amin 
opropyl) carbodiimide)&£*<£'ffc^?3^T?H£bT. S*J 

&xJ)Lfzt^5m£&&2> (afl*^<=>, B#ife!$^19 
93) o 

[0 0 12] L^L&75<<=>, W#CD^«7C*^iMJ3a 30 

[0013] *%wm*>\$. z ^\z^m&\z?tf£MMit 

«8M£f#T, SBM^IR^T l/^*-^ft©i 
£^*WlCfflfrJL5 5C:££JltBU #fSBJ£^/#L 40 

[0014] -r&fr-s, ^^Bja, ^aiflsro^ggijiffljja 
wmmm t <D&&Txtt<mm%m *mxwm £ n 

fc, MHC ^7 7X11. CD40, CD80. CD86# : p©<t'fr £>i!« 

&T-$>zmvtMm\zm-?2>, *5£w\z&»z>. m^mm. 

^•7/7D7r->'=ID--flJ^a^(GM-CSF). 50 
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— n-f +>-4(lL-4)<75ffl*--&toi±, &£^teGM-CSF, 1L 

-4, mmmifcm? (tnf- a ) com^^^-B-^fflt^^cii 
[0015] £<=>k, *^sjtt, z\n$<Dfflw.mM*m 

mwmi&ommmzM-rz, *%w\z&v2>ffiwmi&<n 
wimms&tvzu. mK<D^-o\z^m.mm, mmon^* 

S£&S#V ?D77--;3D n-f IJ^H^ (GM-CSF) . 
-f y^ — O-i +>-4(IL-4)(Dja^'&*5-a-. &-3V>«GM-C 
SF, IL-4, MlMMtt H (TNF- a ) «>ffl*-^t>i±^ffl^ 

[0016] ^fgBjtt, mjte©wtt«fflia^±fi£^ 
mmmzmtz, 

[0 0 17] £TF, *%BJ^MLTf¥iifflCIKBJ-r-2>» * 

nI^tttttl§ffi + ^^Wfe«!lT'#«b, Stilt; i 
SfflteLfcfccD^C ^ffiSiJ/j:<h"T^®tc^W*S-gi^-a- 
fz7 7^ 7u*y ^y. £fz\3.i&te?m%-&Z.\z£.K)'& 

<b nfc y r -r ^ d * ? ^ y c»-wm.v> v -xmm x 

^h*. toymffimnfimxffiFrittsntcyr't 7a *y 

[0 0 18] *^BJ{c*3^T, *M^JM^lc|g|i, 2 1: 
tkU7cCD40, CD80. CD86, HLA-DR (MHC y^Xl\(D— 

~z>) (Dm.m<n5£mt)mmisnx^z>£te, m^llx. 

3>bD-;i-T<&-5IL-4, GM-CSPTSI*bfc*/j)c^^ 
«fflJ!a (01,2 t^3ViT±{^CD*^TfS«) IZtt^X, y 

7-iyu*?=f-y\z&z> wmxm'm b fc*j5£?&iiw«Bjj& 

(D^MWV (Ell. 2(C*5ViTTacO*^T?ta«) ^, 
ftSiJ0Lfj:A^fc«6O*^7-f 7"3 > h □-il' (HI 

l. 2\za^xmnxmm) <D^%.9tm.m.tmm^. 
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[0 0 19] *^Bjni3^SCD» J f/«ti:froV^Ttt. £ 

eh, &mm. e#ot#* ■.mmcmm;\>\ t 7v2, m 

K, CD80#^£«SiJ£B7-l#^£LT*l]£>n, U W«* 
±<£CD28, CTLA-4£^LT?£ttte£*i3rr3. CD 

[0 0 2 0] *f£BJim\Z±tll$. %MWi^m%r!k, fcb 

«ffifla$GM-csF, iL-4<t, oi^tt^r-f ^D^-^?>*as 

*m±KTGM-CSF, IL-4©#&TTi8itbTf#'=>n5» 

»fl:Ri»anfc»tt«iStt. a*o*ftt«to^b«* 20 
[0021] *%w<vmwMfc*^Mtt}i?z>Mi&m 

l^y>#I^T£T^&^«lC#LTt>> U WIS* 
[0 0 2 2] 4:JR!aoD«rttliM«#M^&r«fllUI 

*jpJfflU5*3l«. WI«a*lC*V»T"bJ»*J:<*IJM-« 
[0 0 2 3] WtttMOfflrBMIb***'*- * Z. t \Z «k o 40 

[0024] ut«iwaoflttB«jia©y-xiUT. # 



#M 2002-65253 
6 

SO P-;P-/1-yMFicoll-Paque)&S£)BE$fc« 

?g. CBJ^.«T> ; e-OA^a7-1' K U £ A (amnion iu 
mch 1 or i de-potassium), 7 > ; &— •> A^^-tf" h (amm 
oniumoxalale) tJ.£\zMML, ftmtZ C 
[0 0 2 5] W«|fflJS©»fl:Ri»©**k:tt. RPMI-164 

*«fi(iMDy)j5tif, a[attiUK*nT^a**tttfflb5 

2>. Efe*WICttX-VIV0151glte (Biowittaker #) ^Frt<«fc 

TSCtAW £L^#, &m\Z&Cqr7)\'-75.> (BS 
A), fc h7;W:/5>(HSA)&t*£SsiqU-5*. j&gfcJS 

UiBa«ctt*«K, \i)v\Lym (o.i-5mM), $mu 

^5>(0.5-5mM) , (10-100m 

m) w-cfej;^. 

[0 0 2 6] £n6©#ttfc#ffcRi»S!l«*inU S337 

7 a^6i40s«o**«»a*b^. m»jas (34 

~38t:) , XXOlMSit (^S?:#X2~10%, sstcfct 
[0 0 2 7] WKIilboMWMl^^ttffJfiW^&tttt 

ttffl-rntffilrij&t. &\z 1 ~l000ng/ml j@^46fflg«0 
GM-CSF, IL-4, X^-A-feJU^r^^ — (SCF) , -f — 
D-T^>-13(]L-13), TNF-a, Flt3-Ligand 
ck<{£;BLo&. -f — n-f + >-l(IL-l). -f 
□ 1' + >-2(IL-2), -f >^-P^ +>-3(IL-3)/«ct*<7)^ 
iQfe?iJffib-5-S)„ SiL< «GM-CSF. IL-4©ffl*--&^ 
■fr, GM-CSF. IL-4, TNF- a <DM.fr&t>1±&tfil 0 

[0 0 2 8] croig^lCfigffl-rStM' >«, 

x & ar (Dmrnrnm a * © t> fijffl b 5 s t -a 

-f h*-f >«, ^-«J>^-a, PeproTech tt (#6«E^ 
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<D mm « 1 ng/m 1 ~ 1 0 n g/m 1 CD m& H Tfigffl "T -5 <£> *»fl 
£L<, #C10~1000ng/mlcOjgg®H*tj:ipa$b 

[0029] «j^aeflawta®JS*f§tttt. ^n£&tHT 
i:^-e#-5. Caj^tf, u >AS£^ig*sJ£tii£<?:L 
(Thomas (1994) J. Immunol. 15 

3:4016-4028). 

[0030] igm<n&*£tz\t®mm<Dffivvmm®\t, 

fiMonoTsyKi'S/jiD. jE\zm^\tm\om-\sm 
[0031] *mw<Dmmmm\z, imE©»tt*ni&s£ 

IB*JiItttft«<bT*<4:J:0 3fc*Tr*a. IM&BSlI 

[0 0 3 2] WAtf. XifctRW^fUfflf X^flB 

tf:75X3£B^ i|g*5tS>f^«lOOO~3300 RadT-ffSWf 

~3xl0'ffl*IMS/«l©*flrTnBMU «fflJJSJ?ia^lml^ 
feOT-f hV-f ->>C25~50Mg»JtTSsj!JDbTv 37 

•c, 3o~6o»iw«fijaar-&. mz&zmg&n&wjjtii 

tt, «BJA.«^HBB&«K* 1 xio'fl/nlKWJBlxfcttJftB 
ffl?S^Anfc^ i g^50~65 , CT20^-KSD^a^fT : e) 

[0 0 3 3] *9S««!>ffjeSMa. UttMffi'J'^x'^. 
1 — rX, ^-^xy h-lei, 

i*tf. ^tLXitMlz— a?. S#— A&fc?) 1 xiO 

' ceiis *ioiamtct)fcoTS#-r'S-/D hzi-;u*tfe 
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[0034] «*««fflflS®MiKiifflia*>e>««imia*iiiffi{-r 

fftaa. ttimm<M&mm\zWki}^Th&<, *m*ihk 
\zftit2-&ttmzmi)wt2> z. t fcT-^s,, wtt*ai@t±. 

6{i~20<@©:7 3./gf;^£&9, H(Cjl^tt^l0<@~18 
«©7 5 -5. -€-©8tf1#ifflJ&«, — «WK:«37 

[0 0 3 5] ttJHTW»bfc»tt«IJIS*fctt-t©l)tJ*» 
EUBL ffllSBSlltLTil 

[0 0 3 6] 

[*JS^J1] M^A*1fJlE 400ml Ay 7^ — n-h 

40 *0jru, a— ;wj-BT#«imajioiBis*«#b 

fc. #6nfclHia*6*«5'ir — U (Falcontt) 

^m^xi?a^T-e7 h. fcL<«iiBp B iia*b. mvt 

MmzftitZUfZ. mmt, lOX^m'Mitm (PBSMnte 
rgentt) (hanlimycotic-ant)biolics(Gibco BRLtt) i£r 
*JPL.fcRPMI-1640«f»K:, J6*PMftfft7 BWttl00ng/m 
it HIW7ir D 7 r - f 3 DZ-dtHf (GM-CS 
F) tSOng/nilb h-f >^-n-f + >-4(lL-4). IOOmV 
il?f»tt7r'f7n*?f> Olfi'; y^Xtt) Sr^ 
50 ipLfc. i85«Bfci6:i;*tfi©S!**fT-3fc. ^n(r«k0. 
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[0 0 3 7] 

mmm2] mmmixmmvx%rzmvtmm<D&mtfi 

-r-2>*HJ3§£, -7^XIE#Jfiim (DAKOtk) £^tf 'J >g?£ 
aft«*tBW©tt#ft*HPb. 4t-T30$Hfefilxfc. 
SSfibfcSttttt, PEg?f&, t>U<J4FITC«»0DCDla(Cou 
ltertt) , CD4 , CDllc , CD13. CD14. CD19, CD33, CD 
34(HPCA-1), CD45, HLA-DR (£Uz, Becklon-Dickinson 
tfc) , CD40, CD80, CD86 (Pharmingenth) , CD83 (-f A 10 

i$te*H£ FACScalibur(Beckton-Dickinsontt) *Cffi!l5tL 
&. H l C7n-!J--f M-^-l:±**iSttRo<!Wf 

#B^IKtt«inJI&K(counts)^L, 
a«%*Htt4t:iCJ:DMU«n^»StKS (&*IBJi& 1 fl 

[0 0 3 8] IL-4, GM-CSF, »J®te.7 y-f ^D^^f^ 20 

6 IL-4, GM-CSFT?*SlbT#6tlfc*ric»«»tt«II& <_h 
gOicl) KJt^T. CD40, CD80, CD86, HLA-DRO«® 

[0 0 3 9] 

[*M«SJ3] fit®A*ffilfil 400mlA^A*y7-C-3— h 

<&ia«u 7-r 3-;p»HT¥*«iiaJi©iBiatiJi»L/ 

it. #6n&*Jia*»6 7y-f ya**3 1 >SHffil'tb;fc 30 
Jgft->-V-k (A-fsfn— h Beckton-Dickinsontt) £■ 

5%Km^x»ffl»TT7 e. t>u<ttiiaiw**ix, 
mw.mm\z»it2i±tz. mm** wx^rnvtMH <fbs: 

Intergentt) ianlimycotic-anlibiolics (Gibco BRL 
tfc) ^miPbfcRPMI-1640iSite(r, J8ffeHtt&7 Bfflttl 
OOng/ml h MR&3*V* n y 7- y3 D =-$iJj»H^ (GM 
-CSF) fc50ng/ml t b-f >*-n-f * >-4 (IL-4) £§sjjn;* 
13-fc. *Bfc*:i;«MioSJtft*fTofc. Ctilcj;i9. fit 
*#(0*fl|Jlll*S*^6©«ttlfflJ6©H«*ff-3fc. 40 
[0 0 4 0] 

-T-SifflflaS:, V>i7XIE^Jfa» (DAKOtt) «*ttU>»* 

Sfefib/tfexttte, PE}®!$, t>L<J4FlTC«IHOCDl8(Cou 
ltertt) , CD 4 , CDllc . CD13, CDU, CD19, CD33. CD 
34(HPCA-l), CD45, HLA-DR (£A_L. Beckton-Dickinson 
tt) , CD40. CD80. CD86 (Pharmi ngentt) , CD83 C-fA 
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FACScalibur(Beckton-Dickinsontt) -C$!l5£L 
8**55*?-. &0©i^tt««lB)Ja^(counts)Sr^L, WM 

[0 0 4 1] IL-4, GM-CSF, HtB-ffc? y -f ^> 

&IL-4. GM-CSF-e«jtLT»6*lfc*fifiJSH«ttttlia (± 
®.<DjiM) Ktfc^T, CD40. CD80, CD86. HLA-DRCD«S 

fc, CD80^1CSILT«, S8S*«* -a fc<B» 

[0 0 4 2] 

<Dtfiffit&mm&v >;mm'£:m%LKfoum\z£ o . 

^3-;HC«kD**IBISJi*E*b, «»77X3 (Fa 
Icontt) T, ^-r^dtl^tO, tt»«Bfl&£R**L 

Lfc'J X10 s £. 15~30Gyr&*t^fflabfc« 

««jaiS96^C^U-hfc«*4BM**Lfc. 

JX^ftl8BtFs1^t'Micro Beta TRILUX 1450 /3-scinli 
lation counter(Wallactt) Tffofe. «Stt*fflJ3Stt. * 

IL-4, TT«Mt7y-f^P*i'9 l >*«tPS«T7HnilO 

[0 0 4 3] »tt«Bia©ri>hn-;i/i:bTtt, *ffifisj 
1 t[«I«HcUT*^JfaW¥^*^GM-CSF. IL-4^^J)Pb 

T7 Hinj©*an!#fc»tt«iia*«[fflbfc. urnc 
y -r 9 j- > zmm vxmm vrz^m^^ 

<?-%®&7 7<7a*i; ?>&ma l>Tftitmm Ltf 

fcmttifflaatt, hla o— au^vvu wx3»fc»bTt>. 
z.i:nm^nrc, z<b\z, ascoa^jttsr. mhcw-s 

[0 0 4 4] 
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5X3 (Falcontt) T. SUIT « C t KJ; 0 . tt#*Bj)S 
fc. *8ILfc'J Wttfcl XlO'fflt, 15^e.30GyTS8«- 

>©$I5£«, H0ji*JS§ll8B#F^^t Micro Beta TR1L 10 
UX145O0-scint i lat ioncounter (Wallactt) Tfr-pfc. 

^T. GM-CSF, IL-4&8S*Q£-t*T7 BW««St?»fci 

HJS^J3 tW«fcbT*ffi|Jll»3«**StS/ir — U <Falc 
ontt) f-*3UT, GM-CSF, IL-4©#aET"C 7 H Rfl©^* 

* b «<t b feig* -> -v - u v» xmm u 
s#©»tt»as©, v>;mm&umz£2>tnmm™M 20 

[0 0 4 5] $MbR*UT»fc 

©US*. Hfflte7r^:7n**^>#ffi-F-WHfcW*L 30 
T»ifc»tt*III8tt. HLA©— ScL^t^U >ASCMIT 
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IMbfc. uWCt*>^, *%9!<DJBIJ&S*lltt. 3>r-D 
[0 0 4 6] 

[ftfKffl 7 ] ^ss^ij i sfctt 3 trfp«* nfc«*A*ffi 
ifiiS*©«*!KiWlia*ttJfaffiiti?RA*>vi/f'AnT. xttSB 

W«2000Rad TfT-pfc. £© <£ ■3fc$&g£fT^. ft*$W 

[0 0 4 7] 

[%BJ©^m] #5891 Ki J:*U;f. *«JiiL«f&£K:#«E-«- 

•5m«ifflJia©MiB*fflJ3a^e. mhc ^xii. &shwxd 

40, CD80, CD86#?C!>Xg|gftttU ttBSaMfeSMffli 

tut, 7w;i/^-iz*f-r^?&**3A^ 

CB!ffl©ffi*/«tlft9!] 

[si] iws^j2©oi^tt7 5"r^D^i7g i >#ffiTT- 

[BI2] *J£«aJ4©Hffi'fb> , 7"f 7*P*^f>#ffiTf 
[133] ^Sfi«RJ5©oJ)gt47T-f ^D*^?>#ftT-e 
[E4] ^S£^J6©@ffi-fr:7T-1'yD^^5 1 > : i¥l£TT 
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